Petuely's selective medium for Bifidobacterium was improved by addition of riboflavin, nucleic acid bases, pyruvic acid, and nalidixic acid. The modified medium, when examined under strictly anaerobic conditions for efficient isolation of Bifidobacterium from human fecal samples, exhibited selective and high viable counts that were close to those found on the usual nonselective medium.
In 1956, Petuely (12) proposed a simple synthetic medium consisting of lactose, ammonium acetate, cystine, biotin, and pantothenic acid and indicated that the medium enabled the selective isolation of Bifidobacterium from human fecal samples. Two years later, Gyllenberg and Carlberg (4) demonstrated that riboflavin and nucleic acid bases were essential for growth ofsome strains of bifidobacteria after the isolation of three different nutritional types and examined the effects of these supplements. In the present study, we attempted to improve Petuely's synthetic medium (PSM) in order to obtain more quantitative recovery and higher selectivity for Bifidobacterium. We water, 79 ml. Agar (2 g per 100 ml of medium) was added for the solid medium. Diluent for cultures and fecal specimens contained the following in 100 ml: 7.5 ml each of salt solution I and salt solution II; 0.1% resazurin, 0.1 ml; 10% Na2CO3, 3.0 ml; 5% cysteine-HCI, 1.0 ml; and distilled water, 81 ml. The medium and the diluent were adjusted to pH 6.8 and sterilized at 121°C for 15 min. The ingredients in 100 ml of MPN were as follows: lactose, 2 g; (NH4)2SO4, 0.5 g; K2HPO4, 0.1 g; 0.5 ml of a salt solution consisting of 10 g of MgS04. 7H20, 0.5 g of FeSO4. 7H20, 0.4 g of MnSO4-2H20, and 0.5 g of NaCl in 250 ml of distilled water; 0.1% resazurin, 0.1 ml; biotin, 0.01 mg; pantothenic acid,0.2 mg; riboflavin, 0.1 mg; adenine, guanine, xanthine, and uracil, 0.1 mg each; Tween 80, 0.1 g; 10% pyruvic acid, 0.1 ml; 8% Na2CO3, 5.0 ml; 3% cysteine-HCl, 1 ml; nalidixic acid, 10 mg; 1.6% bromocresol purple, 0.1 ml; and agar, 2 g. The pH of PSM and MPN medium was adjusted to 6.8 (Fig. 1) . The finding that no significant difference in the recovery between the two media was found by the paired t-test suggests the high efficiency of selection for Bifidobacterium by MPN medium. DISCUSSION Several media are currently available for selective isolation of bifidobacteria (3, 11) . In most of these media, an antibiotic such as neomycin, kanamycin, or nalidixic acid was used as the primary selective agent. Finegold et al. (3) showed that any antibiotic system in conventional nonselective media was not fully selective and in some cases failed to promote growth of Bifidobacterium. In view of these results, we attempted to improve Petuely's synthetic medium by supplementing to meet previously reported nutritional requirements (4, 5) . We preferred nalidixic acid to other antibiotics because it inhibited growth of Bifidobacterium least and because it effectively inhibited the growth of strains of the other genera (8, 13) . Our later experiments disclosed that the inclusion of nalidixic acid at a concentration of 100 ,ug/ml in our MPN E:vidence is accumulating which suggests that the predominant bacteria of human feces have relatively simple nutritional requirements (2, 14) . The present study shows that bifidobacteria can grow abundantly with ammonia as the sole nitrogen source if strictly anaerobic conditions are provided. In addition, Matteuzzi et al. (7) indicated that a large number of bifidobacteria preferred ammonia to 
